Isolation and RNA purification of macrophages/microglia from the adult mouse spinal cord.
The isolation of a highly pure and healthy population of macrophages from the CNS in a short time is essential for studying the role of these cells in injury and disease. Current methods rely either on the use of gradients and/or sorting, processes that result either in impure, reduced viability and/or altered populations of cells. Furthermore, RNA extraction after immunopanning is often difficult. Here, a technique combining both gradient isolation and immunopanning to generate highly pure cultures of primary macrophages isolated from the injured adult CNS in <2 h is described. An optimized protocol of a commercially-available RNA extraction kit is also outlined for the isolation of highly pure RNA. A hybridoma cell-line producing CD11b antibody was used to recover activated (CD11b+) macrophages/microglia from the CNS after injury in <2 h with >95% purity.